Pyocin typing is one of the most useful methods for studying the ecology and epidemiology of nosocomial infections by Pseudomonas aeruginosa. In the "scrape and streak" method of Wahba (6) and Gillies and Govan (4) , pyocins are produced on an agar surface. Although simple to perform, this method has not been reproducible (1). Farmer and Herman (3) described pyocin production in broth and showed the applicability of this method for routine typing. We now describe a simplification of this method which eliminates the need for mechanical shaking and mitomycin C induction.
We took advantage of the fact that almost all strains of P. aeruginosa can use nitrate as a terminal electron acceptor (5). When P. aeruginosa is grown in Trypticase soy broth (BBL), most of the growth is restricted to the surface where a pellicle is usually formed. However, in the same medium supplemented with 1% potassium nitrate, growth is uniform throughout the broth and the surface pellicle is reduced or absent. The new medium, called pyocin production medium 81, has the following composition: Trypticase soy broth without glucose (BBL), 27.5 g; potassium nitrate, 10 g; and distilled water, 1,000 ml. The medium is dispensed in 10-ml amounts in screw-cap tubes (125 by 16 mm) and autoclaved.
Pyocin production for routine typing of P. aeruginosa is done as follows. A single colony from a 24-h culture of the strain to be typed is picked and transferred into pyocin production medium 81 (one colony will normally yield enough cells to produce a faint turbidity; optical density at 650 nm of about 0.01). The cultures are incubated in a 32 C water bath for 24 h. Pyocins are produced during this time. Chloroform (1.0 ml) is added to -each tube, and the mixture is shaken vigorously for 10 s, allowed to stand at room temperature for 10 min, and then shaken again. The residual chloroform is evaporated by leaving the caps loose for several hours at room temperature or overnight in the refrigerator. Centrifugation will remove cellular debris but is not necessary for typing. Pyocins are then dropped onto indicator strains. We have used the indicators of Gillies and Govan (4), Zabransky and Day (7), L. J. Griffith (VA Center, Wilmington, Del.), and Farmer and Herman (3). The new procedure has worked with each set of indicators.
There is no standardized method for pyocin typing. Our new method, due to its simplicity, should have application in most clinical laboratories and warrants consideration when standardization is attempted. We have tested 100 strains of P. aeruginosa in this manner and found all strains to be typable. The results are summarized in Table 1 . 
